2.15. Bulk RNAseq analysis of in vitro co-cultures 
Aligned RNAseq transcript expected counts were analyzed in R (version 4.0.0) where data was modeled using the edgeR package (version 3.34.0).Counts were normalized by library size and filtered to exclude genes with less than 20 transcripts across all samples. Principal component analysis was performed using data batch-corrected by donor via the ComBat-seq method of the sva package (version 3.13) in R, and each gene was scaled to have unit variance before modeling.Differential gene expression was calculated by modeling transcript data in a quasi-likelihood negative binomial generalized log-linear model using the edgeR function  “glmQLFit”. The use of a generalized log-linear model allowed for differences between hormone treatment groups to be compared while accounting for inter-donor variability. Genes were ranked by fold change in expression between hormone treatment groups to produce a ranked list of genes for gene set enrichment analysis (GSEA)  (http://www.broadinstitute.org/gsea/index.jsp). Gene ontology (GO) term analysis was performed on ranked gene lists of genes with pvalues <= 0.05. No adjustment was performed at this step due to the low sample number, high variability, and intent to use the RNA sequencing as a hypothesis generation step. The R package topGO (version 2.44.0) was used for GO term identification and the package clusterProfiler (version 4.0.2) was used for visualizations. A curated list of menstrual related genes was assembled from existing literature.A heatmap of log" transformed data was created using the R package pheatmap (https://CRAN.R-project.org/package=pheatmap; version 1.0.12) with the “complete” clustering method. Analysis was performed on 7 co-culture experiments comprised of 5 donors, 2 independent technical replicates and results were compared between experiments that were maintained in nEEO media (N=2) or traditional EEO media (N=5). 

